[Abstract] Herein we describe a detailed protocol for DNA virome analysis of low input human stool samples (Monaco et al., 2016). This protocol is divided into four main steps: 1) stool samples are pulverized to evenly distribute microbial matter; 2) stool is enriched for virus-like particles and DNA is extracted by phenol-chloroform; 3) purified DNA is multiple-strand displacement amplified (MDA) and fragmented; and 4) libraries are constructed and sequenced using Illumina Miseq. Subsequent sequence analysis for viral sequence identification should be sensitive but stringent.
1. Washing and preparation of mortars and pestles a. Thoroughly sterilize working area with 10% bleach followed by 75% EtOH and UV exposure for 10 min to minimize contamination.
b. Prepare 10% bleach beaker for scrapers.
c. Bleach mortar/pestles for 10 min in 10% bleach solution.
d. Place versi-dry sheets in hood.
e. Place samples on dry ice in hood.
f. With remaining dry ice, place open microtube freezer box stably on top of dry ice with empty pre-labeled tubes and place in hood.
g. Tear heavy duty aluminum foil into pieces around 10 inches wide. Then using a flat surface, tear this into 3 approximately equal squares. Do this twice (6 squares). Place these in the hood.
h. Once the 10 min bleach is finished, rinse all 6 mortars and pestles with dH2O and set on another versi-dry to dry slightly, and then set upright in hood on versi-dry. UV for 10 min along with all other equipment to be used.
i. When done, place pestles in mortars, and set all but one to side, stack aluminum foil. Note: Sample will turn cloudy after CTAB/NaCl is added. Heat to 55 °C to dissolve Add water to final volume of 25 ml. Then 0.45 µm followed by 0.22 µm filter
